IgE, where Fabs rather than f ull-le ngth antibodies are commonly expressed and evaluated. [5] [6] [7] There fore, antibody cloning systems are moving towards utilization of single dual-expression plasmids (eg pcDNA3.3 and pVitro1 hygro-mcs), to increase antibody production. 8 Building upon ours and others' previous methodologies, we report the efficient transient expression and functional evaluation of IgE, exemplified using the variable region sequences of trastuzumab and human IgE constant regions (anti-HER2 IgE).
We employed polymerase incom plete primer extension (PIPE)
PCR cloning and enzyme-free a ssembl y of DNA fragments. The amino acid sequences of trast uzumab variable light (VL) and heavy (VH) chain regions were manually codon-optimized for a human expression host and cloned into a pVitro1-hygro-mcs dual-expression vector containing precloned cassettes of the human epsilon HC and kappa LC using PIPE PCR cloni ng met hodology ( Figure 1A ). 8 PIPE PCR was performed using the pVitro1 plasmid to generate linear PCR fragments with 5′ PIPE overhangs, and trastuzumab variable region fragments to derive VL and VH region fragments with 5′ PIPE overhangs (DNA fragment sizes by agarose gel electrophoresis, Figure 1B ).
Expression was conducted tra nsient ly in human embryonic kidney (Expi293F) cells witho ut ant ibiotic selection, in 30 mL serum-free suspension culture s (Fig ure 1C) . Variable region codon optimization enhanced antibody yields (~7-fold; Figure 1D ). Peak antibody concentrations (70-80 µg/mL) were achieved within 7-9 days (supernatants harvested after 7 day s, Figure 1C ,E). After purification, total yields were 60 µg /mL (> 85% purification efficiencies; 
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To the Editor
The increase in wildfires associated with climate change augments the impact of air pollution on health in many areas of the country.
When wildfires occur, there is an increase in asthma attacks and associated comorbidities, 1,2 especially for asthma hospitalization in ages 0-5 years 3 and more recently, it has been shown that there are increases in cardiovascular events. 4 Given the health risks associated with high-intensity wildfires, there is motivation to increase the use of lower intensity prescribed fires. Prescribed burns decrease the buildup of flammable vegetation and subsequent fuel for wildfires, mitigating the spread and intensity of wildfires. However, prescribed fire raises public concerns because of the additional pollutant exposure.
Therefore, our objective is to determine whether there are differential health consequences with a prescribed fire vs wildfire. We focus on children given their reduced lung size, increased metabolic rates, higher respiratory rate, and developing immune systems, 5 and because in macaque monkeys who are exposed to wildfire smoke in infancy, there is associated immune dysregulation and decreased lung function in adolescence. 6 We hypothesize that the health impacts of a prescribed fire are less detrimental to the respiratory and cardiovascular systems than a wildfire in school-aged children and that T-cell skewing and epigenetic modulation will occur with exposure to wildfire more than from exposure to a prescribed fire.
We analyzed data collected from a convenience sample of subjects (n = 220) over a period of 2 years living in Fresno, CA, all of whom were potentially exposed to smoke from fires, which consisted of similar varieties of coniferous trees, in nearby Yosemite National Park. Health questionnaires, blood samples, and vital signs were collected, and subjects were selected that had their blood drawn 3 months after a prescribed fire or wildfire, because our prior research indicates that this time frame is associated with increased methylation of the Foxp3 gene. 7 
